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STEP 1 : Screen natural product and diversity libraries for 
compound that binds to receptor extracellular dorpaihs 
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STEP 2: Chemically link two receptor binding molecules to 
create a small molecule receptor agonist 
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Fig 2: STIMULATION OF IL-2 PRODUCTION BY A SMALL MOLECULE DIMERIZER 
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Fig 3: STIMULATION OF ERYTHROPOI ETIN RECEPTOR BY A SMALL MOLECULE 
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Fig 4: IDENTIFICATION OF RECEPTOR BINDING COMPOUNDS 
USING A COMPETITIVE LIGAND BINDING ASSAY 
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Fig 5: SCREENING MOLECULAR DIVERSITY LIBRARIES FOR 
COMPOUNDS THAT BIND TO A RECEPTOR EXTRACELLULAR 
DOMAIN 
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Fig 6: EPO STIMULATES SIGNAL TRANSDUCTION IN AN ENGINEERED CELL LINE 
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SMALL MOLECULE BLOCKS EPO RECEPTOR-MEDIATED SIGNAL TRANSDUCTION 
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Fig 7: General Method For Construction of Expression 
Vector for Production of Ligand Binding Domain 
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The receptor bindi ng domain can be identified by inspection of the receptor coding 
sequence ( e.g. Kyte-D ooli ttle analysis) or by analysis of deletion mutants (seeWatowich etal , 
Mol.Gell. Biol. 14:3535 1994). PCR pri mer s fl anki ng the LBD ar e used to PCR ampli fy the 
region enccdi ngtheLBD. By inclusion of sequences encoding a particular epitope in on or the 
other PCR primer, an epitope can be fused to the N- or C-ter minus of the LBD. Other PCR 
pri mers can be used to introduce r estr i ction sites i nto the ends of the LBD coding sequence to 
facil i tate cloni ng. The cloned LBD is then I i gated in to an appr opr i ate expression vector, such as 
the pcDNA series from In vitrogen, Inc. for mammal ian cell expression. To express a receptor - 
i mmunogl obul in fusion pr otei n, the ampl i fed LBD segment i s li gated i nto an expr essi on vector 
containing the hinge, CH2 and CH3 domains of an IgG heavy chain as described in Ashkenazi etal 
PIMAS 88:10535 1 991 . Seee.g., Natur e 330, 537- 543 (1 987) for dstail s r elevant toGH receptor. 



